Laser photocoagulation of pig retina induced breakdown of the blood-retinal barrier, with the appearance of serum proteins in the vitreous as determined by sodium dodecyl sulphate/polyacrylamide gel electrophoresis (SDS-PAGE) and immunoblotting techniques.
Preretinal neovascularisation is responsible for many of the blinding sequelae of diabetic retinopathy. Neovascularisation occurs in response to ischaemic damage to inner retinal tissue and is thought to be mediated via diffusible angiogenic factor(s).' Panretinal photocoagulation induces regression of the new vessels2 and has become an established primary therapy for preretinal neovascularisation. The exact mechanism of regression of neovascularisation is unknown, but a number of hypotheses have been advanced to explain this effect. They include a proposed reduction in angiogenic factor release from ischaemic retina owing to destruction of retinal tissue,3 to increased availability of oxygen through thinned outer retina,4 or to disruption of the outer bloodretinal barrier facilitating outward diffusion of the angiogenic factor into the choroid. 5 Recently, on the basis of tissue culture experiments, it has been suggested that the retinal pigment epithelium (RPE) may produce a factor capable of inhibiting the proliferation of vascular endothelial cells.6 However, RPE cells can also produce retinal vascular mitogens. 7 In order to study the mechanisms underlying photocoagulation induced regression of neovascularisation we undertook scatter laser photocoagulation of pig retina and examined the properties ofvitreous from lasered and unlasered eyes. 8 Our initial study showed that vitreous from eyes which had received laser photocoagulation significantly inhibited the proliferation of retinal microvascular endothelial cells in vitro compared with vitreous from unlasered eyes. These results suggested that an inhibitor of angiogenesis is released from the retina after photocoagulation and diffuses into the vitreous, where it acts directly on preretinal new vessels. In the present study, we have extended this work to an analysis of vitreous proteins, and our results indicate that the major change in vitreous content following laser therapy is an influx of serum proteins and other components, the net effect of which is growth inhibitory activity specifically directed towards endothelial cells.
Materials and methods

PHOTOCOAGULATION
Eight 1-year-old miniature pigs received scatter photocoagulation by an argon blue-green laser (HGM Model 5, Litechnica) according to the following protocol. After premedication with 10 mg/kg intramuscular ketamine 10 mg/kg methoxitone was administered intravenously to induce anaesthesia prior to intubation. Anaesthesia was maintained with spontaneous inhalation ofa 30% 02/70% N20 mixture supplemented by 1-5% halothane. The animal's head was positioned on a slit-lamp and one thousand 500 [tm laser burns at 300 mW and 100 ms duration were applied to the retina of the right eye through a Goldmann fundus contact lens. The left eye was not lasered and served as the control for each animal. Following photocoagulation the anaesthetic agents were discontinued, and the animals recovered.
PREPARATION OF VITREOUS
Five of the animals were killed four days after photocoagulation and three after seven days. In each instance the animals were anaesthetised as described earlier and both eyes were enucleated. A blood sample was also taken from some of the animals, and the serum was separated and stored. The inhibition was not seen with either retinal pericytes or fibroblasts (Table I) . Trypan blue exclusion techniques did not demonstrate any cytoxic effect by any of the vitreous samples on the cells during the test period.
MIGRATION ASSAYS
The vitreous from either lasered or non-lasered eyes showed no apparent effect on the migration of either endothelial cells, pericytes, RPE, or fibroblasts in comparison with appropriate controls (Table II) . GEL 
ELECTROPHORESIS
In analysis by gel electrophoresis samples of vitreous from untreated eyes showed a small number of protein bands, as predicted for normal vitreous proteins (Fig 3) . Samples from laser treated eyes showed a large increase in protein concentration, whose electrophoretic pattern was closely similar to that of pig serum (Fig 3) . Immunoblotting of the proteins with 
